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Abstract
Cancer-associated fibroblasts (CAFs) are key determinants in the malignant progression of cancer, supporting
tumorigenesis and metastasis. CAFs also mediate epithelial mesenchymal transition (EMT) of tumor cells and
their achievement of stem cell traits. We demonstrate that CAFs induce EMT and stemness through a proin-
flammatory signature, which exploits reactive oxygen species to drive a migratory and aggressive phenotype of
prostate carcinoma cells. CAFs exert their propelling role for EMT in strict dependence on cycloxygenase-2
(COX-2), nuclear factor-jB, and hypoxia-inducible factor-1. CAF-secreted metalloproteases elicit in carcinoma
cells a Rac1b/COX-2-mediated release of reactive oxygen species, which is mandatory for EMT, stemness, and
dissemination of metastatic cells. Tumor growth is abolished, and metastasis formation is severely impaired by
RNA interfering-mediated targeting of the proinflammatory signature, thereby supporting the therapeutic tar-
geting of the circuitry COX-2/nuclear factor-jB /hypoxia-inducible factor-1 as a valuable antimetastatic tool
affecting cancer cell malignancy. Antioxid. Redox Signal. 14, 2361–2371.
Introduction
Although tumorigenesis is largely acknowledged as acell-autonomous process involving genetically trans-
formed cancer cells, the importance of stromal cell types
populating the tumoral microenvironment is now well es-
tablished (4, 41). Reactive stroma is composed by several
heterotypic cells, including cancer associated fibroblasts
(CAFs), macrophages, and endothelial cells. CAFs are phe-
notypically and functionally distinguishable from their nor-
mal counterparts for their augmented proliferation and
differential expression of extracellular matrix (ECM) proteins
and soluble factors (21). Conversely to resting fibroblasts,
CAFs acquire an activated phenotype and can be recognized
by their expression of fibroblast-specific protein 1, desmin,
vimentin, and a-smooth-muscle actin. To date, fibroblasts in
tumor tissues are recognized as a diverse population of
myofibroblastic cells intermixed with other fibroblasts that do
not express a-smooth-muscle actin, although they exert tumor
promoting activity (12, 17, 26, 39).
CAFs communicate among themselves as well as with
cancer cells and inflammatory and immune cells directly
through cell contact and indirectly through paracrine/exo-
crine signaling, proteases, and modulation of ECM. This
complex communications network is pivotal to providing the
appropriate microenvironment to support tumorigenesis,
angiogenesis, and metastasis. Normal fibroblasts play a
helpful role in maintaining epithelial homeostasis by sup-
pressing proliferation of adjacent epithelia (2, 3, 43). After
epithelial neoplastic transformation, CAFs undergo profound
changes, promote tumor growth, induce angiogenesis, and
recruit bone marrow–derived endothelial progenitor cells (1,
30, 31). Interestingly, CAFs can even mediate resistance to
antiangiogenic therapy (11). In addition, CAFs act on motility
of cancer cells through remodeling the ECM (35) and inducing
epithelial mesenchymal transition (EMT) of adiacent carci-
noma cells (17). EMT is an epigenetic transcriptional program
by which epithelial cells gain mesenchymal features as re-
duced cell-cell contact and increased motility, thereby escap-
ing the primary tumor and allowing dissemination of
metastases at a distance (15, 40). A hallmark of EMT is the loss
of E-cadherin expression, correlated with the tumor grade and
stage (9, 10, 14). Several transcription factors have been im-
plicated in the control of EMT, including Snail, Slug, Twist,
Goosecoid, ZEB1, and SIP1 (29).
Conversely to embryonic EMT, EMT serving tissue repair
or metastatic dissemination is often correlated with tissue
inflammation and persists until the provoking spur/injury is
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removed. In keeping, treatment of mammary carcinoma cells
with tumor necrosis factor-a leads to stabilization of Snail
through activation of nuclear factor-jB (NF-jB) pathway (46).
As in developing tumors, CAFs have been shown to orches-
trate macrophage recruitment and neovascularization in strict
dependence on NF-jB (13). We reasoned that CAFs may exert
their propelling role for EMT by eliciting proinflammatory
pathways in metastatic cells. We, therefore, examined the role
of proinflammatory, pro-oxidant, and promigratory path-
ways elicited in EMT undergoing prostate carcinoma (PCa)
cells due to CAF exposure.
Materials and Methods
Materials
Unless specified, all reagents were obtained from Sigma.
All antibodies were from Santa Cruz Biotechnology, except
for anti-hypoxia inducible factor-1a (HIF-1a) and Rac1 (BD
Biosciences), anti-Rac1b (Millipore), and FITC conjugated
anti-CD133 antibodies (Abcam). The FITC mouse anti human
CD44 (clone G44-26) and PE mouse anti human CD24 (clone
ML5) antibodies were from BD Bioscience. shRNA against
cycloxygenase-2 (COX-2), HIF-1a, NF-jB, and negative con-
trol shRNA were from Santa Cruz Biotechnology. 2¢,7¢-
dihydrochlorofluorescein diacetate (H2DCF-DA) was from
Molecular Probes. Ilomastat and Rac1 inhibitor were from
Calbiochem. Tumor growth factor b1 (TGFb1) and interleukin-6
(IL-6) were from PeproTech.
Cell culture and transfections
PC3 cells were obtained from European Collection of Cell
Cultures. Human prostate fibroblasts (HPFs) and CAFs were
isolated from surgical explantation from patients affected by
benign prostatic hyperplasia (HPFs) or from cancer regions of
patients bearing PCa (Gleason 4+ 5) (CAFs) (17). Four dif-
ferent surgical explantations were used for both CAFs and
HPFs, and their ability to induce EMT resulted comparable.
All the isolated human prostate primary fibroblasts, as well as
the other unique renewable resources used in this article, will
be available on request for the scientific community. PC3 cells
and fibroblasts were grown in Dulbecco’s Modified Eagle
Medium containing 10% fetal bovine serum, 10U/ml peni-
cillin, and 10mg/ml streptomycin. CAFs andHPFs have been
used for 15 passages without significant modification of their
ability to elicit EMT.
For fibroblast activation, cells were grown to sub-confluence
and treated for 24h with 10ng/ml TGF-b1 or 50ng/ml IL-6.
Fresh serum-free medium was added for an additional 24 h
before collection of conditioned medium (CM), in order to
obtain CM free from TGF-b1 or IL-6 (but conditioned by their
earlier administration). PC3 cells were then incubated with the
obtained CM for 72h and then used for different analyses.
Transient transfection with p[NF-jB]Luc was performed
with Lipofectamine (Invitrogen), following manufacturer’s
instructions, and its efficiency has been evaluated to 60%
using a co-transfection with pEGFP-N1 (ratio pEGFP-N1/
p[NF-jB]Luc 1:10). Silencing with shRNA was performed
with Lipofectamine (Invitrogen) following manufacturer’s
instructions. Silenced cells were selected by puromycin
treatment, and a pool of stably transfected cells was generated
in order to avoid clonal selection.
Western blot analysis
PC3 cells (1 · 106) were lysed for 20min on ice in 500ll
RIPA lysis buffer (50mM Tris-HCl, pH 7.5, 150mMNaCl, 1%
Triton X-100, 2mM EGTA, 1mM sodium orthovanadate,
1mM phenylmethanesulphonyl-fluoride, 10lg/ml aprotinin,
and 10lg/ml leupeptin). 20lg of total proteins were loaded
on sodium dodecyl sulfate-polyacrylamide gel electrophore-
sis, separated, and transferred onto nitrocellulose. The im-
munoblots were incubated in 3% bovine serum albumin,
10mM Tris-HCl (pH 7.5), 1mM EDTA, and 0.1% Tween 20 for
1 h at room temperature; probed first with specific antibodies
and then with secondary antibodies.
NF-kB activity assay
About 1· 106 PC3 cells were transiently transfected with
2 lg of the luciferase reporter plasmid p[NF-jB]Luc, kept in
growth medium for 24 h, and then exposed to fibroblast CM.
Determination of luciferase activities was performed using
the Luciferase Assay System (Promega), following the man-
ufacturer’s instructions.
In vitro Boyden invasion assay
Transwells (Corning), equipped with an 8-lm-pore poly-
vinylpyrrolidone-free polycarbonate filters, were coated with
50 lg/cm2 of reconstituted Matrigel. About 5· 104 PC3 cells
were loaded into the upper compartment in serum-free
growth medium. Cells were allowed to migrate toward
complete growth medium. After 24 h of incubation at 37C,
non invading cells were removed mechanically using cot-
ton swabs, and the membrane was stained with DiffQuick
solution.
Assay of intracellular reactive oxygen species
Intracellular production ofH2O2was assayed as previously
described (8). Five minutes before the end of the incubation
time, cells were treated with 5lg/ml H2DCF-DA. After
phosphate-buffered saline washing, cells were lysed in 1ml of
RIPA buffer and analyzed immediately by fluorimetric anal-
ysis at 510 nm. Data have been normalized to total protein
content.
Prostaspheres formation and clonogenicity assay
PC3 cells were incubated for 72 h with CM and then de-
tached usingAccutase (Sigma). Single PC3 cells were plated at
150 cells/cm2 on low attachment 100mm plate in Dulbecco’s
modified Eagle’s medium/F12 supplemented with B27 and
N2 media, 5lg/ml insulin, 20 ng/ml fibroblast GF-2, and
20 ng/ml epidermal GF. PC3 cells were grown under these
conditions for 15-20 days and formed non-adherent P0
spheres termed prostaspheres. For the evaluation of self-
renewal, a single prostasphere was dissociated in single cells
with Accutase, and a diluition of one cell per well into 96-well
low attachment plates was performed in order to isolate in-
dividual P1 prostaspheres. Single-cell cloning was confirmed
by microscopic analysis, and single clones were counted.
Flow cytometry
1 · 106 PC3 cells were labeled with FITC-anti-CD44 (clone
G44-26) and PE-anti-CD24 (clone ML5) antibodies for 1h at
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4C in the dark. Cells were washed, and flow cytometry was
performed using an FACSscan (BD Biosciences).
Rac1 activity assay
To quantify the amount of Rac1/Rac1b-GTP, 1· 106 PC3
cells were lysed in RIPA buffer, and the lysates were incu-
bated with 10lg of p21 activated kinase-GST fusion protein,
absorbed on glutathione-Sepharose beads for 1 h at 4C. Im-
munoreactive Rac1 and Rac1b were then quantified by Wes-
tern blot analysis. Lysates were normalized for Rac1 and
Rac1b content by immunoblotting.
Xenograft experiments
In vivo experiments were carried out in accordance with
national guidelines and approved by the ethical committee of
Animal Welfare Office of Italian Work Ministry and conform
to the legal mandates and Italian guidelines for the care and
maintenance of laboratory animals. Six- to 8-week-old male
(six per group) SCID-bg/bg mice (Charles River Laboratories
International) were injected subcutaneously with 1 · 106
PC3 cells or with 1· 106 PC3 cells plus 0.5 · 106 fibroblasts, as
described in (17).
Lung colonization assays
Six- to 8-week old female SCID-bg/bg mice were injected
with PC3 cells treated for 72 h with CM from CAFs or with
serum-free medium as a control. Mice (six animals per group)
were injected into the lateral tail veinswith differently treated-
PC3 cells (1 · 106 in 0.2ml of phosphate-buffered saline). They
were monitored every 3 days and sacrificed after 8 weeks.
Lungs were inspected for metastatic nodules by histological
analyses.
Statistical analysis
Data are presented as means – standard deviation from at
least three independent experiments. Statistical analysis of the
data was performed by Student’s t-test. p-Valuesp0.05 were
considered statistically significant.
Results
CAFs activates a proinflammatory response to elicit
EMT in PC3 cells
To assess the role of proinflammatoty signals elicited by
CAFs in EMT undergoing cells, we used PC3 cells, a line iso-
lated from a bone metastasis of human PCa, and CAFs or
in vitro activated HPFs. HPFs were isolated from prostate
from patients affected by benign prostatic hyperplasia,
whereas CAFs were obtained from the surgically explanted
prostate of patients bearing PCa (Gleason 4 + 5). Expression of
E-cadherin and cytokeratin was performed to exclude epi-
thelial contamination of both CAFs and HPFs. We have al-
ready reported that CAFs and HPFs activated in vitro with
TGFb1 or IL-6 elicits a clear EMT in PC3 cells (17).
In order to study the molecular pathways driving CAF-
induced EMT response in PC3 cells, we analyze the proin-
flammatory pathways in PC3 cells treated with CM from
CAFs or from HPFs activated with TGFb1 or IL-6. PC3 cells
respond to CAF-induced EMT with activation of the NF-jB/
COX-2 pathway, showing similar responses to CAFs or
in vitro activated HPFs (Fig. 1A). In addition, CAF exposure
leads to activation of HIF-1 (Fig. 1A), a known transcription
factor normally engaged by hypoxia but already reported to
be activated in normoxia by inflammation in a COX-2-
dependent manner (38). Silencing of NF-jB, COX-2, and
HIF-1 by shRNA in PC3 cells after exposure to CAFs or in vitro
activated HPFs reveals that this proinflammatory axis plays a
mandatory role in orchestrating CAF-induced EMT in PC3
cells. Indeed, silencing of each COX-2, NF-jB, and HIF-1 is
able to block invasiveness and expression of EMT markers
(Snail, Twist, Met, E-Cad) (Fig. 1B, C and Supplementary Fig.
S1; Supplementary Data are available online at www
.liebertonline.com/ars).
We have already correlated CAF-induced EMT with
achievement of stem cell traits in PC3 cells, reporting in-
creased expression of CD133 and CD44/CD24 ratio, P1
prostasphere formation, and tumor initiating cells in SCID
mice xenografts (17). To validate our data on the proin-
flammatory response elicited by CAFs on PC3 cells, we ana-
lyzed expression of stem cell markers and anchorage
independence growth of PC3 cells silenced for NF-jB, COX-2,
and HIF-1. In keeping with the idea that stemness of PC3 cells
is intimately linked to activation of their EMT after exposure
to CAFs, silencing of NF-jB, COX-2, or HIF-1 blocks the in-
crease in CD133 or CD44/CD24 expression and P1 prosta-
sphere formation (Fig. 1D–F).
PCa cells activate reactive oxygen
species production on CAF exposure
Inflammation and oxidative stress have already been
linked to cancer progression and claimed as responsible for
enhanced malignancy (25, 32). Oxidative stress, due to de-
regulated intracellular reactive oxygen species (ROS) pro-
duction, has been correlated to PCa carcinogenesis, androgen
resistance, anchorage independence, and resistance to anoikis
(18, 22). We observed that exposure to CAFs, or in vitro acti-
vatedHPFs, leads to enhancement of ROS content of PC3 cells
(Fig. 2A). ROS delivery appears to be mainly due to arachi-
donic acid metabolism deregulation, as indicated by the
ability of COX-2 inhibitors to block CAF-induced ROS gen-
eration and the invasive phenotype (Fig. 2A, B and Supple-
mentary Fig. S2). In keeping, silencing of COX-2 is able to
dramatically reduce CAF-mediated ROS production (Fig. 2C).
EMT has already been correlated with oxidative stress in
mouse breast carcinoma cells, a mandatory event for carcino-
genesis due to DNA oxidative damage. In this model, EMT has
been elicited by treatment with soluble metalloprotease-3
(MMP-3), and ROS production is due to activation of Rac1b, an
alternatively spliced isoform of Rac1 (36). We observed that
treatment of CAFs with the MMP broad range inhibitor ilo-
mastat severely decreases COX-2, HIF-1, and NF-jB activation
in PC3 cells (Fig. 3A) as well as ROS production and EMT (Fig.
3B, C) due to exposure to CAFs or to HPFs activated in vitro by
IL-6. In addition, we observed a clear activation of Rac1 and a
de novo expression of Rac1b isoform (Fig. 3D, E). In keeping
with the reported constitutive activation of Rac1b on its tran-
scriptional activation (33), we detect a clear linearity between
expression and activity of Rac1b isoform (Fig. 3E). Finally, the
role of Rac1 activation in eliciting a proinflammatory response
in PC3 cells is stressed by the ability of Rac-1 inhibitor to
downregulate theNF-jB, COX-2, andHIF-1 pathway (Fig. 3F).
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CAF-mediated ROS production in PC3 cells
is mandatory for EMT and stemness
COX-2-mediated ROS mainly affects the pre-malignant
condition and carcinogenesis of high-grade prostate in-
traepithelial neoplasia, but its role in tumor progression is
unknown (34). We, therefore, analyzed the role of ROS pro-
duced on CAF exposure, mainly due to COX-2 activation, in
EMT and invasiveness. We used both N-acetyl-cysteine
(NAC) or permeable-catalase treatments and observed an
FIG. 1. CAFs promote EMT
and stemness by triggering a
proinflammatory pathway.
(A) PC3 cells were incubated
with the indicated CM and the
levels of COX-2, HIF-1a, and
IkBa were assessed by immu-
noblotting. NF-jB activity was
also evaluated by a luciferase
assay. *p< 0.001 versus St Med.
(B) PC3 cells stably silenced
with shRNA for COX-2, HIF-
1a, and NF-jB were treated as
in A, and their invasion was
evaluated. Invading cells were
counted and a bar graph, rep-
resentative of six randomly
chosen fields, is shown.
*p< 0.005 versus Control,
HPFs+TGFb1, HPFs+ IL-6,
and CAFs, respectively. (C)
PC3 cells were stimulated with
CM as in A, and the expression
of EMT markers was analyzed
by immunoblotting. (D, E)
PC3 cells, silenced as in B, were
stimulated with CM from
CAFs, and the percentage of
CD133 positive cells (D) and
CD44high/CD24low cells (E)
was analyzed by means of
FACS analysis. *p < 0.001 ver-
sus Control+CAF. (F) Cells,
silenced as in B, were treated
as in D, and P1 individual
spheres derived from PC3 cells
treated as indicated were
counted, photographed, and
plotted. *p< 0.001 versus
Control+CAFs. CAF, cancer-
associated fibroblasts; EMT,
epithelial-mesenchymal transi-
tion; CM, conditioned medium;
COX-2, cycloxygenase-2; HIF-
1a, hypoxia inducible factor-1a;
NF-jB, nuclear factor-jB; HPFs,
human prostate fibroblasts;
TGFb1, tumor growth factor-b1;
IL-6, interleukin-6.
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overlapping response: a definite inhibition of the proinvasive
effect elicited by exposure to CAFs or in vitro activated HPFs,
as well as of the relative EMT programme (Fig. 4A, B and
Supplementary Fig. S3A, B). The treatment of EMT under-
going PC3 cells with selective ROS source inhibitors (NDGA
for lypoxigenases, DPI for NADPH oxidase, acetyl-salicilyc
acid for COX-1/2, and nimesulide for COX-2) allows us to
confirm that the main source of ROS during CAF-mediated
EMT is COX-2 (Fig. 4C). In addition, ROS removal abolishes
the activation of HIF-1a and NF-jB (Supplementary Fig. S4).
In keeping with a key role of ROS as mediators of EMT sig-
naling, we observed that both NAC and catalase are able to
inhibit achievement of stem cell traits in PC3 cells. Indeed,
ROS removal greatly impairs CD133 and CD44/CD24 ratio
increase due to CAF contact, confirming a role for ROS in
EMT-related stemness (Fig. 4D, E and Supplementary Fig.
S3C, D).
Besides superoxide, COX-2 also produces prostaglandins
(34). We observed that in PC3 cells, after block of COX-2 with
nimesulide, the administration of prostaglandin E2 (PGE2)
does not imitate CAF exposure. Indeed, CAFs or in vitro
activated HPFs are ineffective on PC3 cells treated with ni-
mesulide and PGE2, which are unable to activate COX-2,
HIF-1, and the EMT transcriptional program (Supplemen-
tary Fig. S5A, B). Conversely PGE2 is partly active on NF-jB
activation.
CAF-mediated proinflammatory signals enhance tumor
formation and metastasis dissemination
To demonstrate that CAF-induced pro-oxidant and
inflammatory activation of COX-2/HIF-1 axis is a neces-
sary requirement for tumor growth and metastatic spread,
we subcutaneously injected in SCID mice a mixture of CAFs
and PC3 cells. We have already reported that 1 · 106 PC3
cells and absence of Matrigel are limiting conditions in
which CAFs exert their spur for both xenografts and
spontaneous metastases (17). The results indicate that
silencing of COX-2 or HIF-1a in PC3 cells completely abol-
ishes the effects exerted by CAFs on xenografts (Fig. 5A).
CAFs co-injectedwith PC3 cells silenced for COX-2 orHIF-1a
do not give rise to tumors even at the end point (92 days).
In keeping with our previous observations, we detect
spontaneous lung metastases in mice injected with PC3 +
CAFs (Fig. 5A).
To confirm the involvement of the pro-oxidant and in-
flammatory COX-2/HIF-1 pathway in metastatic spread of
EMT undergoing cells, we carried out an experimental me-
tastasis assay. This assay assesses the ability of tumor cells to
survive in the bloodstream, to extravasate, and to address the
tumor in a new location. Our experimental design is based on
in vitromimic of CAF/PC3 contact and EMT engagement and
in vivo analysis of lung colonization of conditioned PC3 cells.
FIG. 2. CAFs promote a
COX-2-dependent oxidative
response. (A) PC3cells were in-
cubated with the indicated CM,
in the presence or not of antioxi-
dant compounds (for 24h): 1lg/
ml catalase as a general H2O2
scavenger, 5lM DPI specific for
NADPH oxidase, 10lM NDGA
for 5¢-lipoxigenase, 10lM ASA
forCOX-1andCOX-2, and75lM
Nimesulide selective for COX-2.
H2O2 production was evaluated
by means of H2DCF-DA incuba-
tion and spectrophotometric
analysis, normalized on total
protein content, and plotted.
*p<0.001 versus CAFs. (B) PC3
cellswere treated as inA, and cell
invasion was evaluated. Invad-
ing cells were counted, photo-
graphed, and a bar graph,
representative of six randomly
chosen fields, is shown. *p<0.005
versus CAFs. (C) PC3cells stably
silenced with shRNA for COX-2,
or with negative control shRNA,
were incubated with CM, and
H2O2 production was evalu-
ated as in A. *p<0.001 versus
Ctrl HPFs+TGFb1, HPFs+ IL-6,
and CAFs, respectively. DPI,
diphenyl-iodide; NDGA, Nor-
dihydroguaiaretic acid; ASA,
acetyl-salicilyc acid; H2DCF-DA,
2¢,7¢-dihydrochlorofluorescein
diacetate.
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We checked that PC3 cells, after in vitro contact with CAFs,
have undergone EMT and activation of COX-2 andHIF-1 (Fig.
5B). The results reveal that CAF-conditioned cells give rise to a
25-fold increase in formation of lung metastatic nodules (Fig.
5C). In keeping, silencing of COX-2 or HIF-1a dramatically
reduces the effect of CAFs on formation of lung metastases,
thereby confirming that the spur elicited by CAFs through
induction of EMT, which gives rise to a highly aggressive
phenotype in PC3 cells able to successfully colonize distant
organs with metastatic tumors, is greatly dependent on the
activation of proinflammatory signaling through COX-2 and
HIF-1 by CAFs.
FIG. 3. Metalloprotease and Rac1
inhibition strongly impairs the
proinflammatory response and
EMT. (A) PC3 cells were incubated
with the indicated CM in the pres-
ence or not of ilomastat (50 lM) for
24 h. The levels of COX-2, HIF-1a,
and IkBa were assessed by immu-
noblotting. (B) Cells were treated as
in A, and H2O2 production was
evaluated by means of H2DCF-DA,
normalized on total protein con-
tent, and plotted. *p< 0.001 versus
Ctrl HPFs + IL-6 and CAFs, respec-
tively. (C) Cells were treated as just
stated, and the expression of EMT
markers was analyzed by immu-
noblotting. (D) PC3 cells were
treated with the corresponding
CM. The amount of active Rac1-
GTP was assessed by pull-down
assay, and the total amount of Rac1
was quantified by anti-Rac1 im-
munoblotting (upper panel). Rac1b
expression was evaluated by anti-
Rac1b immunoblotting (lower pan-
el). (E) PC3 cells were treated as in
D, and Rac1b activity was evalu-
ated by a pull down assay. The
total amount of Rac1b was also
quantified by anti-Rac1b immunoblot. (F) Cells were treated as in D, with or without Rac1
inhibitor administration (90 lM). The levels of COX-2, HIF-1a, and IkBa were assessed by
immunoblotting (upper panel). Impairment of Rac1 activation on Rac1 inhibitor treatment was
confirmed by a pull down assay (lower panel).
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Discussion
The results presented in this report lead to three major con-
clusions: (i) CAFs act on cancer cells by activating a proin-
flammatory route, thus leading them to achieve a motile and
stem-like phenotype through EMT; (ii) the proinflammatory
signature activated in cancer cells is mainly driven by the
pathway involving NF-jB, COX-2, and HIF-1; and (iii) in re-
sponse to CAF contact, cancer cells experience a COX-2-medi-
ated ROS delivery, driven by MMP-activated Rac1b, which is
mandatory for EMT and dissemination of metastatic cells.
Inflammation has already been correlated with EMT acti-
vation. For example, administration of tumor necrosis factor-a
is able to stabilize Snail-1, a known transcription factor lead-
ing to EMT, through inhibition of its ubiquitination and
degradation (46). CAF-mediated proinflammatory signals
appear to be mainly mediated by MMPs released directly by
activated fibroblasts, as indicated by sensitivity of EMT acti-
vation to ilomastat, a broad-range inhibitor of MMPs (17).
Although we have reported that CAFs secrete mainly MMP-2
and MMP-9, both of them able to cleave E-cadherin and to
elicit EMT in several cancer models (21), further analyses are
warranted for the identification of the protease/s specifically
involved.
We now involve NK-kB and HIF-1 transcription factors as
key players for CAF-mediated EMT activation. NF-jB has
already been shown to negatively control the Snail-1 tran-
scription factor ubiquitination and degradation through
regulation of COP9 signalosome 2 in response to tumor ne-
crosis factor-a (45). Besides, HIF-1 has been correlated with
the EMT process through the activation of both Twist and
Snail-1 transcription factors, leading to increased in-
vasivenss (6, 47). We report herein an activation of HIF-1 in
response to CAF contact in normoxic conditions, which is
mandatory for in vitro EMT activation as well as for both
xenograft and lung metastasis formation. In keeping with
our findings, activation of HIF-1 has been reported also in
normoxic conditions, as treatment with several GFs and
chemo-attractive agents (5, 38). Interestingly, EMT activa-
tion and chemotaxis surely share the activation of a migra-
tory cell behavior, therefore allowing a correlation of
non-hypoxic activation of HIF-1 to the induction of a mi-
gratory behavior for PCa cells.
We also engage COX-2 expression, as well as its produc-
tion of ROS, in the activation of EMT by CAFs. COX-2 is
dramatically known as a conspirator of prostate cancer
progression, although its specific role is uncertain. Early
observations indicated a correlation with expression of
FIG. 4. CAF-induced oxida-
tive stress is mandatory to
elicit EMT and stemness. (A)
PC3 cells were treated with the
indicated CM in the presence
or not of catalase (1lg/ml) for
24h. Cell invasion was evalu-
ated by Boyden assay. Invad-
ing cells were counted,
photographed, and a bar
graph, representative of six
randomly chosen fields, is
shown. *p< 0.001 versus Con-
trol HPFs+TGFb1, HPFs+ IL-
6, and CAFs, respectively. (B)
PC3 cells treated as in A were
checked for the expression of
EMT markers. (C) PC3cells
were incubated with CM from
HPFs or from CAFs with or
without antioxidant adminis-
tration for 24h: 10lM NDGA,
1lg/ml catalase, 5lM DPI,
10lM ASA, and 75lM Ni-
mesulide. The expression of
EMT markers was evaluated
by immunoblotting. (D, E)
PC3 cells were treated as in A,
and the percentage of CD133
positive cells (D) and
CD44high/CD24low cells (E)
was analyzed by means of
FACS analysis. *p< 0.001 ver-
sus Control HPFs+TGFb1,
HPFs+ IL-6, and CAFs, re-
spectively.
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COX-2 and prostate tumor grade (19, 23, 34). In addition,
COX-2 has also found increased in high-grade prostate
intraepithelial neoplasia in the TRAMP mouse model (37).
Interestingly, selective COX-2 inhibitors induce apoptosis
in PC3 cells grown in nude mice (24). Conversely, few
data correlate COX-2 expression with an invasive/motile
phenotype, reminiscent of the EMT process induced by
CAFs we are reporting herein. Forced COX-2 overexpression
contributes to malignant phenotype by decreased E-
cadherin expression and by modulated production of
angiogenic factors (44, 48). Between the two products of
COX-2, that is, prostaglandins and ROS, our data indicate
ROS as the major factor responsible for the activation of the
EMT programme. Indeed, PGE2 administration is not able to
rescue the complete block of EMT of PC3 cells induced by
COX-2 inhibition. In keeping with a key role of COX-2-
mediated ROS delivery, both antioxidant treatment and
COX-2/inhibition/silencing totally impedes engagement of
the EMT programme.
ROS can act on tumor progression in several ways. They
cause oxidative damage to DNA and genomic instability or
alter gene expression through modulation of transcription
factors. In addition, repeated treatment with H2O2 caused a
phenotypic conversion from mammary epithelial to fibro-
blast-like as in malignant transformation (27). In mammary
carcinoma cells, ROS have also been correlated with EMT,
FIG. 5. CAF-induced proin-
flammatory response pro-
motes tumor formation and
lung metastatic colonization.
(A) Xenograft growth in SCID
bg/bg mice. Stably silenced
PC3 cells with shRNA for
COX-2, shRNA HIF-1a, or
with negative control shRNA
were subcutaneously injected
in both the lateral flanks of
mice with or without CAFs.
Tumor latency, growth rate,
and incidence are reported
in the table. Representative
paraffin-embedded tissue sec-
tions from primary tumour
(a) and lung micrometastases
(b) obtained by subcutaneous
injection of PC3 cells and
CAFs, stained with hematox-
ylin and eosin, are shown.
Bar 50 lM. aTime between
tumor cell injection and de-
tection of a palpable tumor in
50% of mice. bNumber of
mice with tumor/number of
inoculated mice. cNot de-
tected at 3 months from in-
jection of tumor cells. (B)
Stably silenced PC3 cells with
shRNA for COX-2, shRNA
HIF-1a, or with negative
control shRNA were treated
with CM from CAFs. The real
EMT of PC3 cells treated with
CM was confirmed by ex-
pression of EMT markers,
and the immunoblots for E-
Cad and Met were shown.
Silencing of COX-2 and HIF-
1a was confirmed by immu-
noblotting. (C) PC3 cells de-
scribed in B were injected
into the lateral tail vein of
SCID bg/bg mice. After 8
weeks, the animals were sac-
rificed, and the lungs were
examined. Lung nodules
were counted, and the median values – standard deviation are shown in the table. Lungs obtained by CAF-treated PC3,
which show a higher number of surface lung colonies, are shown (a, b).
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through a Rac1b-mediated delivery of mitochondrial ROS
(36). In keeping with these findings, CAF-mediated EMT
also involves Rac1b expression/activation. Rac1 is a key
player of mesenchymal motility, as it drives cell polariza-
tion, leading to edge organization and lamellipodia for-
mation (33). The Rac1b isoform is constitutively activated,
but its specific role is still unknown. Its involvement in
mammary carcinoma EMT has been correlated with mito-
chondrial ROS delivery, whereas CAF-mediated EMT
of PCa cells exploits ROS produced by COX-2 activity,
thereby suggesting that different ROS sources can be used
for the same plan. Noteworthy, although CAF-induced
EMT of PC3 cells is clearly MMP- and Rac1b-dependent,
some differences emerge from in vitro activation of HPFs.
Indeed, although IL-6 induces an activation state in HPFs
very similar to CAFs extracted from patients bearing
PCas (17), TGF-b1-treated HPFs, commonly referred to as
myofibroblasts (17, 21), affect PC3 EMT in an MMP/Rac1b-
independent manner. These findings are in agreement
with previous observations showing activation of Rac1b
in MMP3-dependent EMT of breast carcinoma cells, but
not in cells undergoing TGF-b1-dependent EMT (28).
In addition, we underline that, although Radisky et al.
supported ROS as carcinogenic agents acting on genomic
instability and classifying their redox-mediated EMT of
cancer cells as a source for cancer associated myofibro-
blasts (36), our data implicate ROS as key mediators of
tumor progression, through achievement of a motile and
stem-like behaviour, leading cancer cells to spread to
distant organs.
HIF-1 transcription factor is a major candidate as target
for ROS produced during CAF-induced EMT. Indeed, HIF-
1 is stabilized by a redox-dependent pathway, involving
inactivation of prolyl hydroxylases, iron-dependent en-
zymes engaged in degradation of HIFs (20, 32). The key
role of redox stabilization of HIF-1 has also been under-
scored by recent data describing that the antitumorigenic
effects of NAC and VitC depend on HIF-1 redox stabili-
zation (16). In a model of mouse breast cancer, a recent
article also implicated oxidative stress, due to JunD dele-
tion, as the driving force for myofibroblasts differentiation.
Again, HIF-1 stabilization due to oxidative stress has been
called on for activation of fibroblasts into myofibroblasts,
cytokine secretion, and tumor spread (42). We now involve
a redox-mediated HIF-1 accumulation for activation of
EMT in prostate cancer cells, allowing them to escape the
primary tumor and disseminate metastases. In keeping
with our observations, early EMT-related events induced
by hypoxia, as regulation of glycogen synthase kinase-3b
and Snail-1, were dependent on transient intracellular
generation of ROS (6).
The final picture of the interplay between CAFs and tu-
mors during cancer progression involves ROS at least at two
key levels: (i) fibroblasts may exploit oxidative stress for
their activation and for affecting tumor aggressiveness,
macrophage recruitment, and angiogenesis (7, 13, 42), (ii)
CAF-induced EMT of PCa cells is again redox dependent for
allowing achievement of mesenchymal motility and escap-
ing the invasive front of tumors. Both processes exploit
similar proinflammatory oxidative molecular signature, in-
volving NF-jB, COX-2, and HIF-1. Considering that metas-
tasis is a phenomenon reminiscent of themigratory/invasive
behavior of inflammatory cells, it is not surprising that CAF-
mediated EMT undergoing cells share with inflammatory
cells the same signals. Indeed, both metastatic and inflam-
matory cells need to move away, invade/infiltrate the local
sites where they are recruited by appropriate signals. Hence,
we can propose a new challenge to the paradigm of antiox-
idants as valuable antimetastatic therapeutic tools, as they
can affect both stromal cell reactivity (42) and cancer cells
malignancy.
Acknowledgments
This work was supported by the Associazione Italiana Ri-
cerca sul Cancro (AIRC), Istituto Toscano Tumori, and Fon-
dazione Cassa di Risparmio di Lucca. We thank Dr. Sergio
Serni for prostate surgical specimens and Eugenio Torre for
histological analyses.
Author Disclosure Statement
No competing financial interests exist.
References
1. Allinen M, Beroukhim R, Cai L, Brennan C, Lahti-Domenici
J, Huang H, Porter D, Hu M, Chin L, Richardson A, Schnitt
S, Sellers WR, and Polyak K. Molecular characterization of
the tumor microenvironment in breast cancer. Cancer Cell 6:
17–32, 2004.
2. Begley LA, Kasina S, MacDonald J, and Macoska JA. The
inflammatory microenvironment of the aging prostate fa-
cilitates cellular proliferation and hypertrophy. Cytokine 43:
194–199, 2008.
3. Bhowmick NA, Neilson EG, and Moses HL. Stromal fibro-
blasts in cancer initiation and progression. Nature 432: 332–
337, 2004.
4. Bissell MJ and Radisky D. Putting tumours in context. Nat
Rev Cancer 1: 46–54, 2001.
5. Calvani M, Rapisarda A, Uranchimeg B, Shoemaker RH,
and Melillo G. Hypoxic induction of an HIF-1alpha-
dependent bFGF autocrine loop drives angiogenesis in
human endothelial cells. Blood 107: 2705–2712, 2006.
6. Cannito S, Novo E, Compagnone A, Valfre di BL, Busletta C,
Zamara E, Paternostro C, Povero D, Bandino A, Bozzo F,
Cravanzola C, Bravoco V, Colombatto S, and Parola M.
Redox mechanisms switch on hypoxia-dependent epithelial-
mesenchymal transition in cancer cells. Carcinogenesis 29:
2267–2278, 2008.
7. Cat B, Stuhlmann D, Steinbrenner H, Alili L, Holtkotter O,
Sies H, and Brenneisen P. Enhancement of tumor invasion
depends on transdifferentiation of skin fibroblasts medi-
ated by reactive oxygen species. J Cell Sci 119: 2727–2738,
2006.
8. Chiarugi P, Pani G, Giannoni E, Taddei L, Colavitti R,
Raugei G, Symons M, Borrello S, Galeotti T, and Ramponi G.
Reactive oxygen species as essential mediators of cell ad-
hesion: the oxidative inhibition of a FAK tyrosine phos-
phatase is required for cell adhesion. J Cell Biol 161: 933–944,
2003.
9. Christofori G. New signals from the invasive front. Nature
441: 444–450, 2006.
10. Cowin P, Rowlands TM, and Hatsell SJ. Cadherins and
catenins in breast cancer. Curr Opin Cell Biol 17: 499–508,
2005.
CAFS INDUCE EMT THROUGH REACTIVE OXYGEN SPECIES 2369
11. Crawford Y and Ferrara N. Tumor and stromal pathways
mediating refractoriness/resistance to anti-angiogenic ther-
apies. Trends Pharmacol Sci 30: 624–630, 2009.
12. Desmouliere A, Guyot C, and Gabbiani G. The stroma re-
action myofibroblast: a key player in the control of tumor
cell behavior. Int J Dev Biol 48: 509–517, 2004.
13. Erez N, Truitt M, Olson P, Arron ST, and Hanahan D.
Cancer-associated fibroblasts are activated in incipient neo-
plasia to orchestrate tumor-promoting inflammation in an
NF-kappaB-dependent manner. Cancer Cell 17: 135–147,
2010.
14. Franci C, Takkunen M, Dave N, Alameda F, Gomez S, Ro-
driguez R, Escriva M, Montserrat-Sentis B, Baro T, Garrido
M, Bonilla F, Virtanen I, and Garcia de HA. Expression of
Snail protein in tumor-stroma interface. Oncogene 25: 5134–
5144, 2006.
15. Friedl P. Prespecification and plasticity: shifting mechanisms
of cell migration. Curr Opin Cell Biol 16: 14–23, 2004.
16. Gao P, Zhang H, Dinavahi R, Li F, Xiang Y, Raman V,
Bhujwalla ZM, Felsher DW, Cheng L, Pevsner J, Lee LA,
Semenza GL, and Dang CV. HIF-dependent anti-
tumorigenic effect of antioxidants in vivo. Cancer Cell 12:
230–238, 2007.
17. Giannoni E, Bianchini F, Masieri L, Serni S, Torre E, Calorini
L, and Chiarugi P. Reciprocal activation of prostate cancer
cells and cancer-associated fibroblasts stimulates epithelial-
mesenchymal transition and cancer stemness. Cancer Res 70:
6945–6956, 2010.
18. Giannoni E, Fiaschi T, Ramponi G, and Chiarugi P. Redox
regulation of anoikis resistance of metastatic prostate cancer
cells: key role for Src and EGFR-mediated pro-survival sig-
nals. Oncogene 28: 2074–2086, 2009.
19. Gupta S, Srivastava M, Ahmad N, Bostwick DG, and
Mukhtar H. Over-expression of cyclooxygenase-2 in human
prostate adenocarcinoma. Prostate 42: 73–78, 2000.
20. Hamanaka RB and Chandel NS. Mitochondrial reactive ox-
ygen species regulate hypoxic signaling. Curr Opin Cell Biol
21: 894–899, 2009.
21. Kalluri R and Zeisberg M. Fibroblasts in cancer. Nat Rev
Cancer 6: 392–401, 2006.
22. Khandrika L, Kumar B, Koul S, Maroni P, and Koul HK.
Oxidative stress in prostate cancer. Cancer Lett 282: 125–136,
2009.
23. Lee LM, Pan CC, Cheng CJ, Chi CW, and Liu TY. Expression
of cyclooxygenase-2 in prostate adenocarcinoma and benign
prostatic hyperplasia. Anticancer Res 21: 1291–1294, 2001.
24. Liu XH, Kirschenbaum A, Yao S, Lee R, Holland JF, and
Levine AC. Inhibition of cyclooxygenase-2 suppresses an-
giogenesis and the growth of prostate cancer in vivo. J Urol
164: 820–825, 2000.
25. Mantovani A. Role of inflammatory cells and mediators in
tumor invasion and metastasis. Cancer Metastasis Rev 29: 241,
2010.
26. Micke P and Ostman A. Tumour-stroma interaction: cancer-
associated fibroblasts as novel targets in anti-cancer thera-
py? Lung Cancer 45 Suppl 2: S163–S175, 2004.
27. Mori K, Shibanuma M, and Nose K. Invasive potential in-
duced under long-term oxidative stress in mammary epi-
thelial cells. Cancer Res 64: 7464–7472, 2004.
28. Nelson CM, Khauv D, Bissell MJ, and Radisky DC. Change
in cell shape is required for matrix metalloproteinase-
induced epithelial-mesenchymal transition of mammary
epithelial cells. J Cell Biochem 105: 25–33, 2008.
29. Nieto MA. The snail superfamily of zinc-finger transcription
factors. Nat Rev Mol Cell Biol 3: 155–166, 2002.
30. Olumi AF, Grossfeld GD, Hayward SW, Carroll PR, Tlsty
TD, and Cunha GR. Carcinoma-associated fibroblasts direct
tumor progression of initiated human prostatic epithelium.
Cancer Res 59: 5002–5011, 1999.
31. Orimo A, Gupta PB, Sgroi DC, Arenzana-Seisdedos F, De-
launay T, Naeem R, Carey VJ, Richardson AL, andWeinberg
RA. Stromal fibroblasts present in invasive human breast
carcinomas promote tumor growth and angiogenesis
through elevated SDF-1/CXCL12 secretion. Cell 121: 335–
348, 2005.
32. Pani G, Galeotti T, and Chiarugi P. Metastasis: cancer cell’s
escape from oxidative stress. Cancer Metastasis Rev 29: 351–
378, 2010.
33. Parri M and Chiarugi P. Rac and Rho GTPases in cancer cell
motility control. Cell Commun Signal 8: 23, 2010.
34. Pathak SK, Sharma RA, Steward WP, Mellon JK, Griffiths
TR, and Gescher AJ. Oxidative stress and cyclooxygenase
activity in prostate carcinogenesis: targets for chemopre-
ventive strategies. Eur J Cancer 41: 61–70, 2005.
35. Pietras K, Pahler J, Bergers G, and Hanahan D. Functions of
paracrine PDGF signaling in the proangiogenic tumor stro-
ma revealed by pharmacological targeting. PLoS Med 5: e19,
2008.
36. Radisky DC, Levy DD, Littlepage LE, Liu H, Nelson CM,
Fata JE, Leake D, Godden EL, Albertson DG, Nieto MA,
Werb Z, and Bissell MJ. Rac1b and reactive oxygen species
mediate MMP-3-induced EMT and genomic instability.
Nature 436: 123–127, 2005.
37. Shappell SB, Olson SJ, Hannah SE, Manning S, Roberts RL,
Masumori N, Jisaka M, Boeglin WE, Vader V, Dave DS,
Shook MF, Thomas TZ, Funk CD, Brash AR, and Matusik
RJ. Elevated expression of 12/15-lipoxygenase and cy-
clooxygenase-2 in a transgenic mouse model of prostate
carcinoma. Cancer Res 63: 2256–2267, 2003.
38. Stasinopoulos I, O’Brien DR, and Bhujwalla ZM. In-
flammation, but not hypoxia, mediated HIF-1alpha activa-
tion depends on COX-2. Cancer Biol Ther 8: 31–35, 2009.
39. Sugimoto H, Mundel TM, Kieran MW, and Kalluri R.
Identification of fibroblast heterogeneity in the tumor mi-
croenvironment. Cancer Biol Ther 5: 1640–1646, 2006.
40. Thiery JP. Epithelial-mesenchymal transitions in tumour
progression. Nat Rev Cancer 2: 442–454, 2002.
41. Tlsty TD and Coussens LM. Tumor stroma and regulation of
cancer development. Annu Rev Pathol 1: 119–150, 2006.
42. Toullec A, Gerald D, Despouy G, Bourachot B, Cardon M,
Lefort S, Richardson M, Rigaill G, Parrini MC, Lucchesi C,
Bellanger D, Stern MH, Dubois T, Sastre-Garau X, Delattre
O, Vincent-Salomon A, and Mechta-Grigoriou F. Oxidative
stress promotes myofibroblast differentiation and tumour
spreading. EMBO Mol Med 2: 211–230, 2010.
43. Trimboli AJ, Cantemir-Stone CZ, Li F, Wallace JA, Merchant
A, Creasap N, Thompson JC, Caserta E, Wang H, Chong JL,
Naidu S, Wei G, Sharma SM, Stephens JA, Fernandez SA,
Gurcan MN, Weinstein MB, Barsky SH, Yee L, Rosol TJ,
Stromberg PC, Robinson ML, Pepin F, Hallett M, Park M,
Ostrowski MC, and Leone G. Pten in stromal fibroblasts
suppresses mammary epithelial tumours. Nature 461: 1084–
1091, 2009.
44. Tsujii M, Kawano S, Tsuji S, Sawaoka H, Hori M, and Du-
Bois RN. Cyclooxygenase regulates angiogenesis induced by
colon cancer cells. Cell 93: 705–716, 1998.
2370 GIANNONI ET AL.
45. Wu K and Bonavida B. The activated NF-kappaB-Snail-RKIP
circuitry in cancer regulates both the metastatic cascade and
resistance to apoptosis by cytotoxic drugs. Crit Rev Immunol
29: 241–254, 2009.
46. Wu Y, Deng J, Rychahou PG, Qiu S, Evers BM, and Zhou BP.
Stabilization of snail by NF-kappaB is required for inflam-
mation-induced cell migration and invasion. Cancer Cell 15:
416–428, 2009.
47. Yang MH and Wu KJ. TWIST activation by hypoxia induc-
ible factor-1 (HIF-1): implications in metastasis and devel-
opment. Cell Cycle 7: 2090–2096, 2008.
48. Zhang Z and DuBois RN. Detection of differentially ex-
pressed genes in human colon carcinoma cells treated with a
selective COX-2 inhibitor. Oncogene 20: 4450–4456, 2001.
Address correspondence to:
Prof. Paola Chiarugi
Department of Biochemical Sciences
University of Florence
Viale Morgagni 50
50134 Firenze
Italy
E-mail: paola.chiarugi@unifi.it
Date of first submission toARSCentral, October 21, 2010; date
of final revised submission, January 05, 2011; date of accep-
tance, January 14, 2011.
Abbreviations Used
CAFs¼ cancer-associated fibroblasts
CM¼ conditioned medium
COX-2¼ cycloxygenase-2
ECM¼ extracellular matrix
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HIF-1¼hypoxia-inducible factor-1
HPFs¼human prostate fibroblasts
IL-6¼ interleukin-6
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TGF-b1¼ tumor growth factor-b1
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